(B) U2OS cells were treated with 1μg/ml mitomycin C (MMC) (H) . At least 100 cells per condition were counted. Data are presented as 5-95 percentile (n=3, Student's t test, **** p<0.00001).
(J) Chromatin was isolated from whole-cell WI38VA13 extracts with either a scrambled control (S) or a telomere-specific (T) 2'F-RNA probe. The chromatin was separated by SDS-PAGE and analysed by SLX4IP immunoblotting. TRF2 was used as a telomeric chromatin control. Numbers denote molecular weight (kDa). (K) Chromatin was isolated from whole-cell HeLa 1.2.11 extracts with either a scrambled control (S) or a telomere-specific (T) 2'F-RNA probe. The chromatin was separated by SDS-PAGE and analysed by SLX4IP immunoblotting. TRF2 was used as a telomeric chromatin control. Numbers denote molecular weight (kDa).
(L) WI38VA13 and RPE1 hTERT cells were fixed and processed for SLX4IP and RAP1 immunofluorescence. HeLa 1.2.11 cells were fixed and processed for SLX4IP immunofluorescence followed by telomeric PNA (TelG) FISH. Scale bar represents 10 μm.
Dashed lines indicate nucleus outlines (as determined by DAPI staining; not shown). Insets represent 3X magnifications of the indicated fields.
(M) Quantification of (L) . At least 100 cells per condition were counted. Data are represented as the mean ± SD (n=3). Note that telomeric localization of SLX4IP in ALT-negative HeLa 1.2.11 cells is significantly lower than in ALT-positive WI38VA13 cells.
(N) Quantification of ( Figure S1H , HeLa 1.2.11 and Figure 1A , SLX4IP+/+). At least 100 cells per condition were counted. Data are presented as 5-95 percentile (n=2, Student's t test, **** p<0.00001). Note the number of telomere-positive SLX4IP foci is significantly lower in HeLa 1.2.11 cells compared to U2OS cells, suggesting that the levels of telomere-associated SLX4IP in HeLa 1.2.11 were below the PICh detection limit (see Figure S1K ).
(O) Whole-cell extracts of U2OS cells transfected with the indicated siRNAs were separated by SDS-PAGE and analysed by SLX4, SLX1, MUS81, XPF and SLX4IP immunoblotting. α-Tubulin was used as loading control. Numbers denote molecular weight (kDa).
(P) U2OS cells transfected with GFP or GFP-SLX4 were fixed and processed for GFP immunofluorescence followed by telomeric PNA (TelG) FISH. Scale bar represents 10 μm.
(Q) Quantification of (P). At least 50 cells per condition were counted. Data are represented as the mean ± SD (n=3, Student's t test, ns, not significant).
(R) Quantification of ( Figure 1H (T) U2OS cells transfected with the indicated siRNAs were fixed and processed for SLX4IP immunofluorescence followed by telomeric PNA (TelG) FISH. Scale bar represents 10 μm.
(U) Quantification of (T). At least 100 cells per condition were counted. Data are represented as the mean ± SD (n=3, Student's t test, **** p<0.00001).
(V) Knockdown control of (T). U2OS cells transfected with the indicated siRNAs were fixed and processed for TRF2 immunofluorescence. DNA was counterstained with DAPI. Scale bar represents 10 μm.
(W) Whole-cell extracts from U2OS cells transfected with the indicated siRNAs and transiently expressing the indicated GFP-SLX4IP constructs were subjected to GFP-trap coimmunoprecipitation (IP). Input and IP samples were separated by SDS-PAGE and analysed by GFP, SLX4, and TRF2 immunoblotting. Vinculin was used as loading control. Numbers denote molecular weight (kDa). (F) Quantification of (E) . The extent of [ 32 P]-incorporation was quantified from the autoradiograph and normalized to SLX4IP+/+, which was arbitrarily assigned a value of 1. Data are represented as the mean ± SD (n=2). a.u., arbitrary units. (D) U2OS cells transfected with the indicated siRNAs were fixed and processed for PML immunofluorescence followed by telomeric PNA (TelG) FISH. Scale bar represents 10 μm.
(A)
(F) Whole-cell extracts of U2OS cells transfected with the indicated siRNAs were separated by SDS-PAGE and analysed by SLX4IP immunoblotting. α-Tubulin was used as loading control.
Numbers denote molecular weight (kDa). Note that lanes irrelevant for the figure were removed. This is indicated by a space between the siCTRL and siSLX4 conditions. (I) Quantification of (H) . The extent of [ 32 P]-incorporation was quantified from the autoradiograph and normalized to SLX4IP+/+ siCTRL, which was arbitrarily assigned a value of 1. Data are represented as the mean ± SD (n=3, Student's t test, * p<0.01). a.u., arbitrary units.
(J) U2OS cells transfected with the indicated siRNAs were fixed and processed for PML immunofluorescence followed by telomeric PNA (TelG) FISH. Scale bar represents 10 μm.
(K) Quantification of (J) . At least 100 cells per condition were counted. Data are presented as 5-95 percentile (n=3, one-way ANOVA, **** p<0.00001; ns, not significant). (N) U2OS cells transfected with the indicated siRNAs were fixed and processed for γ-H2AX
immunofluorescence followed by telomeric PNA (TelG) FISH. Scale bar represents 10 μm.
(O) U2OS cells transfected with the indicated siRNAs were treated with 100 μM 5-ethynyl-2ʹ- Numbers denote molecular weight (kDa).
(E) U2OS cells were transfected with the indicated siRNAs. After 72 hours of knockdown, cells were re-seeded and were then permitted to grow for 11 days before fixation and staining.
(F) Quantification of (E). The surviving fraction was normalized to SLX4IP+/+, which was arbitrarily assigned a value of 1. Data are represented as the mean ± SD (n=3, Student's t test, *** p<0.0001, ** p<0.001, ns, not significant).
(G) U2OS cells were transfected with the indicated siRNAs. After 72 hours of knockdown, cells were re-seeded and were then permitted to grow for 11 days before fixation and staining.
(H) Quantification of (G) . The surviving fraction was normalized to SLX4IP+/+ siCTRL, which was arbitrarily assigned a value of 1. Data are represented as the mean ± SD (n=3, Student's t test, *** p<0.0001, ** p<0.001, ns, not significant).
(I) HeLa 1.2.11 cells were transfected with the indicated siRNAs. After 72 hours of knockdown, cells were re-seeded and were then permitted to grow for 9 days before fixation and staining.
(J) Quantification of (I). The surviving fraction was normalized to SLX4IP+/+ siCTRL, which was arbitrarily assigned a value of 1. Data are represented as the mean ± SD (n=3, Student's t test, * p<0.01, ns, not significant).
(K) U2OS cells transfected with the indicated siRNAs were fixed and processed for Cytochrome C immunofluorescence. DNA was counterstained with DAPI. Scale bar represents 10 μm. Insets represent 3X magnifications of the indicated fields.
(L) U2OS cells were transfected with the indicated siRNAs. After 72 hours of knockdown, cells were re-seeded and were then permitted to grow for 11 days before fixation and β-galactosidase staining.
(N) Whole-cell extracts of U2OS cells transfected with the indicated siRNAs were separated by SDS-PAGE and analysed by p62/ SQSTM1 immunoblotting. Vinculin was used as loading control. Numbers denote molecular weight (kDa). (B) Quantification of (A). Data were normalized to t=0, which were arbitrarily assigned a value of
